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(c)   Rubber stoppers for sealing the tubes during the test.    These must be
sterilised in boiling water immediately before use.
(d)   One-millilitre,   straight-sided   pipettes   which   should   be   plugged   with
cotton-wool,   wrapped   in   Kraft   paper   or  placed   in   a  metal   container   and
sterilised in a similar manner to the test-tubes.
(e)  Methylene-blue solution.    This is prepared from standard methylene-blue
tablets, one tablet being dissolved in 200 millilitres of cold, sterile, glass-distilled
water in a sterile stoppered flask.     The flask and its contents should be well
shaken to dissolve the tablet, following which sufficient sterile distilled water is
added to bring the quantity of solution up to 800 millilitres.    The flask should
be sealed with a rubber stopper to prevent evaporation and stored in a cool dark
place.     Solutions over two months old or those which have been exposed to
sunlight should not be used.    After the solution has been made up, its sterility
should always be checked while such further tests should be made at frequent
intervals.    The amount of solution required for each day's use shall be poured
from the stock bottle into a suitable glass container.
The technique of the test is as follows : The saraple to be examined should
be well mixed by inversion and shaking. The stopper and mouth of the
sample bottle should be flamed along with the test-tube, well-mixed milk
being poured rapidly in until the liquid reaches the lo-millilitre mark of the
test-tube, one side of the tube being left unwetted. One millilitre of
methylene-blue solution is then added by means of a pipette, and
the pipette should touch neither the milk nor the side of the tube.
After a lapse of 3 seconds, any solution in the tube is blown out. The tube
is sealed with a sterile rubber stopper, care being taken to see that the
fingers do not touch the mouth of the tube. The tube and its contents
is then twice inverted slowly and is placed within 5 minutes in the water-
bath. Two control tubes are required for each batch of samples tested.
One of these contains 10 millilitres of mixed milk from several samples
plus i millilitre of tap water and the other should contain 10 millilitres
of mixed milk plus i millilitre of methylene-blue solution. These tubes
are fitted with stoppers and are immersed in boiling water for three
minutes in order to destroy the reducing properties of the milk. Control
tubes are required to denote commencement of decolourisation and com-
pletion of this change. The tubes are inspected at half-hourly intervals,
care being taken to ensure that they are not exposed to direct sunlight and
any tube which has lost Its colour should be removed. Tubes which are in
the process of decolourisation should be allowed to remain while the others
should be inverted once. Inversion is important as without it the cream con-
tent would not be distributed as evenly as possible throughout the liquid. If
allowed to collect upon the surface of milk, the reduction period will be
delayed. A common method of examining tubes is to inspect the whole rack-
ful en bloc, but if this is normal practice slight changes of colour may not be -
observed, especially if inspections are made by artificial light. For this
reason, each tube should be lifted individually for inspection, alongside
control tubes, in a good light. Milk is regarded as decolourised when
the whole column of liquid has lost its colour or is decolourised up to
within 5 mm. of the surface. The time at which milk is decolourised is
noted but if no change has occurred within the prescribed time, the sample
complies with the test. The periods laid down as demonstrating a satis-
factory sample are failure to decolourise in four and a half hours between
May ist and October 3ist, or in five and a half hours between November ist
and April soth.
It should be noted that milk from Channel Islands cattle and some